WORLD INTELLECTUAL PROPERTY ORGANIZATION 
International Bureau 




per 

INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(51) International Patent Classification 5 : 
G01N 33/543, 33/58, C12Q 1/68 



Al 



(11) International Publication Number: 
(43) International Publication Date: 



WO 93/08472 

29 April 1993 (29.04.93) 



(21) International Application Number: PCT/GB92/01892 

(22) International Filing Date: 15 October 1992 (15.10.92) 



(30) Priority data: 

9121873.5 
9221094.7 



15 October 1991 (15.10.91) GB 
7 October 1 992 (07. 1 0.92) GB 



(71) Applicant (for all designated States except US): MULTI- 

LYTE LIMITED [GB/GB]; M.J. Ventham & Co., 
Kingsbourne House, 229-231 High Holborn, London 
WC1V 7DA (GB). 

(72) Inventors ; and 

(75) Inventors/Applicants (for US only) : EKINS, Roger, Philip 
[GB/GB]; CHU, Frederick, Woodnam [GB/GB]; De- 
partment of Molecular Endocrinology, University Col- 
lege and Middlesex School of Medicine, Mortimer 
Street, London WIN 8AA (GB). 



(74) Agent: HALE, Stephen, Geoffrey; J.Y. & G.W. Johnson, 
Furnival House, 14-18 High Holborn, London WC1V 
6DE (GB). 



(81) Designated States: AT, AU, BB, BG, BR, CA, CH, CS, 
DE, DK, ES, FI, GB, HU, JP, KP, KR, LK, LU, MG, 
MN, MW, NL, NO, PL, RO, RU, SD, SE, UA, US, Eu- 
ropean patent (AT, BE, CH, DE, DK, ES, FR, GB, GR, 
IE, IT, LU, MC, NL, SE), OAPI patent (BF, BJ, CF, 
CG, CI, CM, GA, GN, ML, MR, SN, TD, TG). 



Published 

With international search report 

Before the expiration of the time limit for amending the 
claims and to be republished in the event of the receipt of 
amendments. 



(54) Title: BINDING ASSAY EMPLOYING LABELLED REAGENT 



(57) Abstract 

A binding assay process for an analyte, in which process a capture binding agent having binding sites specific for the ana- 
lyte and a developing binding material capable of binding with the bound analyte or with the binding sites on the capture binding 
agent occupied by the bound analyte or with the binding sites remaining unoccupied on the capture binding agent are used, em- 
ploys the capture binding agent in an amount such that only an insignificant fraction of the analyte in the sample becomes bound 
to the capture binding agent, the capture binding agent preferably being present at high surface density on microspots. A label is 
used in the assay in relation to the developing binding material, the label being provided by microspheres having a size of less 
than 5 |im and carrying a marker, preferably fluorescent dye molecules contained within the microspheres. For determination of 
the concentration of the analyte in the sample the strength of the signal is representative of the fractional occupancy of the bind- 
ing sites on the capture binding agent by the analyte and a comparison is made with a dose-response curve computed from stand- 
ard samples. For detection of an analyte comprising a single-stranded DNA sequence the presence of the analyte is detected by 
the existence of a signal. A kit for the process comprises a solid support having the capture binding agent immobilised on it, a 
developing reagent comprising the developing binding material attached to the microspheres and, where concentrations are to be 
measured, standards having known amounts or concentrations of the analyte to be determined. 
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